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A general method based solely on mass spectrometric techniques for the absolute configura-
tion assignment of ortho, meta, or para isomers of acyl nitrobenzenes and derivatives is
described. Instead of comparing the mass spectra of the three intact molecules of each
positional isomer and investigating each one of the many sets of positional isomers, the
method generalizes the effort by performing structural analysis on configurationally diagnos-
tic fragment ions that are common for a given class of compounds. These ions must therefore
retain the positional information of the parent molecules and be unequivocally distinguished.
Nitrobenzoyl cations are common and stable fragment ions of most acyl nitrobenzenes and
derivatives retaining the respective ortho, meta, or para configuration of the precursor
molecules. The different NO2 and CO
 ring alignments profoundly influence their collision-
induced dissociation and bimolecular reactivity, and the isomeric 2-, 3-, and 4-
nitrobenzoyl cations are found to be unequivocally distinguished using both approaches.
Absolute ortho, meta, or para positional assignment by tandem MS of every isomeric molecule
of the acyl nitrobenzene class and derivatives forming detectable amounts of any of those
diagnostic nitrobenzoyl cations is, therefore, possible. The ability to perform absolute
(non-comparative) configuration assignment using such diagnostic ions is exemplified for a
single test molecule of (2R)-()-2-methylglycidyl 4-nitrobenzoate. The general application of
this absolute MS-only method for other classes of positional isomers is discussed. (J Am Soc
Mass Spectrom 2005, 16, 431–436) © 2004 American Society for Mass SpectrometryAbsolute configuration assignment of isomers suchas cis/trans pairs or ortho/meta/para sets basedsolely on mass spectrometry (MS) data is a very
challenging, most often unfeasible task. Configuration
assignments are therefore performed indirectly, by com-
parison of MS data, in an effort that requires access to all
isomers within the set and previous configuration assign-
ments by other techniques. Mass spectra are then acquired
hoping that each ionized molecule will dissociate to form
a unique, structurally diagnostic fragment ion. Otherwise,
each neutral or ionized molecule may be found to display
characteristic ion-molecule reactivity and to form a
unique, structurally diagnostic product ion. When unique
ions are not observed, significant variations in product ion
ratios from dissociation or bimolecular reactions can still
be used for comparative isomer distinction.
Sets of isomers tend to display, however, undistin-
guishable dissociation and bimolecular chemistries, hence
these comparative MS methods eventually fail. For a
single and novel molecule of unknown configuration, it is
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can be successful using the approaches just described.
We thought, therefore, to base MS configuration
assignment on structural analysis not of the target
molecules but of configurationally diagnostic fragment
ions in which the positional information is preserved.
Pyridyl and pyrimidyl cations are examples of such
diagnostic ions since positional information of ring
substituents in either the ionized or protonated precur-
sor molecule is preserved upon R· or RH loss (the
positive charge is placed on a localized sp2 orbital), and
“H-ring walking” is prevented by high energy barriers
(Scheme 1)[1]. We have recently demonstrated [2] that
2-, 4-, and 5-pyrimidyl cations (Scheme 1) function as
such conformationally diagnostic ions for sets of iso-
meric mono-substituted pyrimidines, and that 2-substi-
tuted pyridines can be distinguished from the 3- and
4-isomers using diagnostic pyridyl cations.
Mono-substituted benzoyl cations are also attractive
candidates for conformationally diagnostic ions since
they are common and stable [3] fragment ions retaining
the position information of acyl substituents in their
formal charge site, that is, the CO group (Scheme 2).
Hence, distinction of mono-substituted benzoyl cations
would allow absolute and general configuration assign-
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tuted acylbenzenes and derivatives. These derivatives
would include acyl, carbohydroxy, carboxyalkyl, car-
boxyhalogen, and amidyl substituted nitrobenzenes of
many types and structures, comprising many synthetic,
industrial, and pharmaceutical relevance. These related
classes constitute an interesting proof-of-principle case
for the present method since many of their sets of ortho,
meta, and para isomers display nearly identical, undis-
tinguishable 70 eV EI mass spectra, so the comparative
MS methods discussed above for configuration assign-
ment applied specifically to each set of isomers are
likely to fail in many cases.
Herein we report a study in which the 2-, 3-, and
4-nitrobenzoyl cations 1a–c were tested as configuration-
ally diagnostic ions for general and absolute configura-
tion assignment of acyl nitrobenzene molecules or de-
rivatives. The method has been tested using the single
isomeric molecule of (2R)-()-2-methylglycidyl 4-nitro-
benzoate (2).
Experimental
MS2 and MS3 experiments were performed with an
Extrel pentaquadrupole mass spectrometer [4]. The
Q1q2Q3q4Q5 consists of three mass-analyzing quadru-
poles (Q1, Q3, Q5) in which ion-mass selection and
analysis are performed, and two reaction quadrupoles
(q2, q4) which are used to perform either structurally
selective low-energy (near zero eV) ion-molecule reac-
tions [5] or 15 eV collision induced dissociation (CID)
[6] with argon. For the two-stage MS2 experiments, the
ions of interest were generated by dissociative 70 eV EI
of the following isomeric precursors: 1a (2-nitroaceto-
Scheme 1Scheme 2phenone), 1b (3-nitroacetophenone), and 1c (4-nitroace-
tophenone). After ion-molecule reactions or CID in q2,
Q5 was scanned to record the product ion spectra, while
operating Q3 in the non-mass analyzing rf-only mode.
For the MS3 experiments, a q2-product ion of interest
was mass-selected by Q3 for further 15 eV collision-
induced dissociation (CID) with argon in q4, while
scanning Q5 to record the mass spectrum. The collision
energies, calculated as the voltage difference between
the ion source and the collision quadrupole, were
typically near 1 eV for ion-molecule reactions and 15 eV
for CID both in MS2 and MS3 experiments.
Results and Discussion
Figure 1 displays the 70 eV EI mass spectra of the
ortho/meta/para set of isomeric nitroacetophenones. Note
that all three spectra display either unique ions or
characteristic ratios of product ions, or both, which
allow their distinction and therefore comparative config-
uration assignment. It is unlikely, however, that one
could directly relate (with no previous knowledge of
configuration) the dissociation patterns of these ionized
molecules to their particular configurations. Each of the
three isomers, however, forms the respective nitroben-
zoyl cation of m/z 150 to a great extent. If these ions can
be distinguished, they would function as suitable diag-
nostic ions for absolute MS-only configuration assign-
ment of every known or novel precursor molecule
within the class.
15 eV CID Behavior
The dissociation chemistry of gaseous isomeric nitro-
benzoyl cations has been extensively studied for mass
spectra interpretation [7], but no systematic evaluation
of their low energy CID chemistry is reported. Fortu-
nately, we found that each of the three isomeric nitro-
benzoyl cations 1a–c, as the result of relative ortho, meta,
or para positions of the NO2 and CO
 groups in the
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(Figure 2). The ortho isomer 1a forms a unique fragment
ion of m/z 78, the meta isomer 1b is characterized by
forming a pair of major fragment ions of m/z 104 and 76,
and the para isomer 1c forms a unique fragment ion of
m/z 120 and the ion of m/z 92 as its most abundant
fragment. Schemes 3, 4, and 5 rationalize the diverse
and contrasting dissociation chemistries of the isomeric
ions 1a-c.
Bimolecular Ion Chemistry: Polar
Transacetalization with 2-Methyl-1,3-Dioxolane
Nitrobenzoyl cations belong to the more general class of
acylium ions, and we have studied extensively the
gas-phase ion-molecule chemistry of such common and
Figure 1. 70 eV EI mass spectra of the (a) ortho, (b) meta, and (c)
para-nitro acetophenones. Adapted from the NIST/EPA/NIH
mass spectral library software version 1.6d.
Figure 2. Product ion mass spectra for 15 eV CID with argon of
the isomeric nitrobenzoyl cations 1a–c of m/z 150.important ions [8]. Among the novel reactions revealed
by these studies, polar transacetalization with cyclic
acetals that form cyclic ionic acetals [9] has been shown
to be favored for gaseous acylium ions, and this quite
general reaction has found a number of structural and
analytical applications [10]. Recently, we have per-
formed such reactions with considerably more polar
and heavier cyclic acetals under unique in-source APCI
and ESI ion-molecule reaction conditions [11]. Polar
transacetalization with 2-methyl-1,3-dioxolane was
therefore tested as an additional MS technique able to
characterize the isomeric nitrobenzoyl cations 1a–c.
The ortho isomer 1a of m/z 150 is found to react
promptly with 2-methyl-1,3-dioxolane (88 Da) via polar
transacetalization, and to form nearly exclusively the
expected cyclic ionic acetal of m/z 194 (Figure 3a) after
the loss of acetaldehyde (Scheme 6). The ion 1a is also
found to react promptly towards acetalization [12] with
methoxyethanol and three-to-five membered ring ex-
pansion (the “gas phase Meerwein reaction” [13]) with
epichlorohydrin, whereas 1b and 1c are less reactive in
this order (spectra not shown).
The meta isomer 1b also reacts promptly with
2-methyl-1,3-dioxolane by polar transacetalization to
form the product ion of m/z 194 (Scheme 7), but four
other product ions are also clearly detected (Figure 3b).
Those ions of m/z 104 and 76 are the characteristic
fragments of 1b (compare with Figure 2b), and there-
fore they are likely to result from CID of 1b occurring
even under the very low, near 1 eV collision energy
used to favor bimolecular reactions. The ion of m/z 87 is
the hydride abstraction product ion8 whereas the ion of
Scheme 3Scheme 4
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polar transacetalization of the dehydrobenzoyl cation of
m/z 104 with 2-methyl-1,3-dioxolane (Scheme 7) [14].
The para isomer 1c also reacts promptly with 2-methyl-
1,3-dioxolane by polar transacetalization to form the prod-
uct ion of m/z 194 (Scheme 8), but it forms a much more
diverse set of product ions (Figure 3c). Those of m/z 120,
104, 92, and 76 are the characteristic fragments of 1c
(compare with Figure 2c). The ion of m/z 87 is again the
hydride abstraction product ion [8]. The ions of m/z 136
and 164 are likely the cyclic ionic acetals formed from
Figure 3. Product ion mass spectra for reactions of the mass-
selected isomeric nitrobenzoyl cations (a) 1a, (b) 1b, and (c) 1c of
Scheme 5m/z 150 with 2-methyl-1,3-dioxolane.polar transacetalization of the ions of m/z 92 and 120,
respectively (Scheme 8). Note that these structural assign-
ments of cyclic ionic acetals are supported by MS3 exper-
iments, that is, when each putative cyclic ionic acetal is
mass selected (by Q3) and then dissociated by 15 eV
collisions with argon (in q4), loss mainly of a neutral
molecule of 44 Da that reforms the reactant ion is ob-
served. This dissociation is common and characteristic for
cyclic ionic acetals [8].
The product ion mass spectra (Figure 3) for reactions
with 2-methyl-1,3-dioxolane provide therefore charac-
terization based on an interesting combination of CID
plus ion-molecule reactions, which further enhances the
unequivocal structural assignment of each of the three
configurationally diagnostic ions, that is, the isomeric
2-, 3-, and 4-nitrobenzoyl cations.
Testing a Single Molecule
To show that the method is indeed absolute in a sense that
it can handle every molecule of unknown configuration
with no need for MS spectra comparison within the whole
set of isomers, the single acyl nitrobenzene derivative
(2R)-()-2-methylglycidyl 4-nitrobenzoate 2 was selected
as an illustrative single molecule. This para isomer is an
Scheme 6Scheme 7
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ortho and meta isomers are commercially unavailable.
Let us consider that the configuration (actually the
whole structure) of 2 is unknown. The “unknown”
molecule forms, either upon 70 eV EI or ESI (in-source
CID), a fragment ion of m/z 150, and accurate mass
measurement reveals for this ion a C7H4NO3 composi-
tion that matches that of a nitrobenzoyl cation. This
candidate for a configurationally diagnostic ion (the
atom connectivity of such ion is still unknown) was
therefore mass-selected and subjected to both CID and
ion/molecule reactions with 2-methyl-1,3-dioxolane.
Nearly identical spectra to those shown in Figures 2c
and 3c were obtained, which shows that 1c is formed
(Scheme 9). These results unequivocally prove that a
fragment of the structure of the precursor molecule 2 is
composed of a nitrobenzoyl group. Yet more interest-
ingly, it is determined by MS-only data that the nitro-
benzoyl group displays the para configuration!
Scheme 8Scheme 9Conclusion
The 2-, 3-, and 4-nitrobenzoyl cations function as con-
formationally diagnostic ions for the MS-only absolute
ortho, meta, or para configuration assignment of acyl
nitrobenzenes and their derivatives. Conformational
assignment is, therefore, possible for every known or
novel molecule that forms these diagnostic ions upon
ionization and dissociation. As exemplified herein for 2,
successful absolute configuration assignments are being
continuously performed in our laboratory with an in-
creasing number of isomeric molecules of acylbenzenes
and derivatives that generate useful yields of the diag-
nostic nitrobenzoyl cations.
Application of this method to other classes of
positional isomers depends, therefore, on finding
stable and suitable configurationally diagnostic ions
which may be formed by a variety of techniques such
as dissociative electron ionization or electrospray,
chemical, or atmospheric pressure chemical ioniza-
tion followed by CID. Even ion-source CID or ion-
molecule reactions [11] can be used when applying
electrospray or atmospheric pressure chemical ion-
ization. We are currently expanding this methodol-
ogy to other classes of ortho/meta/para substituted
aromatic compounds, and for a series of cis/trans and
 /  isomers [16].
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